Background: The objective was to investigate the association between BMI and single nucleotide polymorphisms previously identified of obesity-related genes in two Spanish populations. Forty SNPs in 23 obesity-related genes were evaluated in a rural population characterized by a high prevalence of obesity (869 subjects, mean age 46 yr, 62% women, 36% obese) and in an urban population (1425 subjects, mean age 54 yr, 50% women, 19% obese). Genotyping was assessed by using SNPlex and PLINK for the association analysis.
Background
Obesity is a global pandemic and a major health concern because of the consequent morbidity and premature mortality. Changes in lifestyles resulting in energy intake and expenditure imbalance have led to an increase in obesity prevalence all over the world. Although this trend is driven by the "obesogenic" environment, evidence demonstrated that it is facilitated by genetic susceptibility, being the heritability in familial and twin studies of around 40-70%, [1, 2] .
Although many genetic variants have consistently been associated with obesity, the individual impact on body weight seems to be small. Using genome-wide association studies (GWAS), several genes have been associated with obesity, especially the fat mass and obesity associated gene (FTO) . Initially found in a GWAS of type 2 diabetes, FTO has been consistently associated with obesity and BMI in many studies [3] [4] [5] [6] . Moreover, a published meta-analysis confirmed the association in 32387 individuals of European ancestry from 15 cohorts [7] . According to this study, the top hit within the intron 1 of FTO gene was the rs1421085 although all the SNPs in high linkage disequilibrium (LD) with this variant were also strongly associated with BMI, including the rs9939609 the most replicated that increase 31% the risk of obesity [4] .
Other candidate genes have also been linked with obesity with varying degrees of association. The melanocortin 4 receptor (MC4R) gene, linked with monogenic obesity [8] , also has a polygenic effect with the minor allele of the c.307G > A (rs2229616, p.Val103Ile) being protective against obesity [9, 10] . Other loci, including the INSIG2, TMEM18, KCTD15, SH2B1, MTCH2, GNPDA2, BDNF, or CHST8 genes, have also been associated with obesity. Furthermore, two other loci, one close to the NEGR1 gene and another near STK33 were also associated to obesity in some studies and the NEGR1 gene has been independently associated with obesity in a pediatric cohort [11] .
A genetic risk score constructed with the FTO, MC4R and six of the newly discovered loci performed poorly as a predictor of obesity and the explained variance of BMI was less than 1% [7] . Due to the heterogeneity of the trait, however, the predictive value may vary with the characteristics of the population studied. The objective of the present study was to assess the association between individual genetic variants and haplotypes of several obesity-related genes (FTO, MC4R, MTCH2, NEGR1, SEC16B, INSIG2, TMEM18, KCTD15, SH2B1, FAIM2, ATXN2L, BDNF, BDNFOS, GNPDA2, ADRB2, PRL, PTER, ADIPOQ, ETV5, MAF, NPC1, CTNNBL1, and HTR2C) and BMI in two Spanish populations. We analyzed interactions between the associated genetic variants in order to identify functional relationships between genes and metabolic pathways for BMI regulation. The potential predictive value of a weighted genetic risk score to predict obesity was also evaluated.
Methods
Two adult general population samples were used in the present study, one from Pizarra, a village of 6600 inhabitants which is located in the south of Spain, and the other from an urban area of Valladolid located in the center of Spain. All the participants provided written informed consent and the local ethical committees approved the studies.
The Pizarra study is a population-based survey of cardiovascular risk factors. The characteristics of this population have been previously published [12, 13] . Briefly, 2090 subjects aged 18-65 years were randomly selected from the municipal register. For 1119 out of 2090 individuals demographic, anthropometric and DNA were available. Persons with severe clinical or psychological problems, pregnant women and those who were institutionalized were excluded. This population has a prevalence of obesity higher than that reported for other Spanish communities. From this population, we were only able to use 869 subjects for the final analysis (131 were excluded because of lack of complete information and 119 due to that they did not pass the quality thresholds).
The selection process of the Hortega study has also been previously published [14, 15] . Briefly, subjects older than 18 years old were randomly selected from the public register of the western medical area of Valladolid (Spanish National Statistical Institute; http://ine.es). Subjects were invited to participate in the study by phone. Individuals with serious concomitant diseases or psychiatric disorders were excluded. A second list of subjects was selected to replace those who reclined to take part in the study. The percentage of replacement was 32%. The calculated minimal sample size required to be representative of the population was 1400, and 1504 individuals were finally recruited. From this population, we were only able to use 1425 subjects for the final analysis (2 were excluded because of technical reasons and 77 due to that they did not pass the quality thresholds).
The names of the institutional boards which approved the study were: Institutional board of the Clinical Hospital Río Hortega in Valladolid. Institutional board of the Carlos Haya Hospital in Malaga.
Anthropometric measurements
The anthropometric parameters were measured for all the individuals according to standard procedures in the two studies. Weight was assessed with a precise scale while the subjects were wearing light clothes and barefoot. Height was assessed in a similar way. Body mass index (BMI) was calculated as weight divided by height [16] . Blood pressure was assessed with an automatic device following the recommendations of the European Society of Hypertension. Fasting blood samples for blood count and serum biochemistry were analyzed by an auto-analyzer.
Type 2 diabetes definition
In Hortega subjects were considered as diabetics if they were already diagnosed of type 2 diabetes by a physician or if the plasma glucose remained equal or higher than 126 mg/dl after the extraction of a second sample in fasting conditions in those subjects with glucose equal or higher than 140 mg/dl in non fasting conditions [17] . In Pizarra, the WHO 1998 criteria were used to classify the people with diabetes, IGT and IFG [12, 18] . People were also considered to have diabetes if they were already receiving treatment with oral anti-diabetics. Those people being treated with diet only received an OGTT to verify the diagnosis.
Genotyping
Blood for the genotyping was taken into tubes with 15% of ethylenediaminetetraacetic acid (EDTA) and was kept at 4ºC to process in 5 days. Those samples which were not processed in five days after the extraction were frozen at -80ºC. DNA was isolated from peripheral blood cells using Realpure Genomic DNA extraction kit (Real Pure, Paterna, Spain) and the samples were diluted to a final concentration of 100 ng/μl. SNPs were selected based on a search in the PubMed database of previous reports about association with obesity in GWAS studies between the years 2007-2009. Selected SNPs were genotyped using an oligo-ligation assay (SNPlex; Applied Biosystems, Foster City, CA) following the manufacturer's instructions. The characteristics of the selected SNPs and related genes are shown in Table 1 . In both populations the minor allele frequencies (MAF) were quite similar to the MAF in the HapMap CEU samples. One SNP, rs7561317, close to the TMEM18 gene, was excluded because of being monomorphic.
Statistical analysis
Quantitative variables are expressed as the mean ± standard deviation (SD). Qualitative variables are expressed as entire counts or percentage. We used the free software Quanto v1.2.4 to calculate the statistical power with the continuous and qualitative traits under an additive genetic model taking into account the minor allele frequency of the selected SNPs, the sample size, the mean and standard deviation of BMI in our sample and the magnitude of the association for that variants in the literature with a type I error of 0.05.
To assess the association between genotypes/haplotypes and BMI, we used linear regression models adjusted by age and gender under the additive inheritance genetic model. Because of the relationship of BMI with type 2 diabetes, we also performed the analysis including type 2 diabetes as co-variable. The interaction between genetic variants and BMI was made by adding a multiplicative term within the linear regression model. The Bonferroni correction adjusted for 26 independent tests (see Additional file 1: Figure S1 about the LD patterns) was used to correct for multiple comparisons, being the corrected p-value for significance of 0.00192.
The r2 was used to measure the linkage disequilibrium (LD). Haplotype frequencies were estimated by the Expectation Maximization Algorithm (EM). Tag-SNPs, LD and haploblocks were calculated using Haploview version 3.32. The individual SNP and haplotype analysis was performed with the program PLINK v.1.06 developed by Purcell (http://pngu.mgh.harvard.edu/purcell/plink/). The average genotyping call rate to filter individuals and SNPs was 95%. We also filter those SNPs with a MAF lower than 1% and with a HWE p-value lower than 0.001. A weighted genetic risk score (wGRS) was constructed using the risk alleles of the Tag-SNPs which showed a positive Beta parameter in Hortega, Pizarra and the pooled analysis. For each individual, the number of risk alleles (0,1,2) per SNP was weighted for their effect sizes and re-scaled by dividing by the average of the all the effect sizes. The weighted risk alleles for the selected SNPs were summed for each individual, and the overall individual sum was rounded to the nearest integer to represent the individual's risk allele score. The comparison of BMI among the quintiles of the score adjusted for age and sex and the 95% confidence interval for the means were calculated from the linear regression estimates. We used the area under the curve (AUC) from the receiver operating characteristic (ROC) curves to assess the capability of the score to predict obesity in the two populations. These procedures were performed with StataIC 11 (StataCorp4905 Lakeway drive, College Station, Texas, 77845, USA).
Finally, the statistical heterogeneity of the results for the two populations was analysed using the p-value for Cochrane's Q statistic and the I2 heterogeneity index. This meta-analysis was also performed with PLINK considering both fixed and random effect models. Two SNPs, rs4712652 and rs1424233, were excluded from the meta-analysis because allele mismatch.
Results
The general characteristics of the individuals from the two populations after removal of subjects with low genotyping call rate are shown in Table 2 . Subjects from Pizarra population were significantly younger and had higher BMI and greater prevalence of obesity than those from the Hortega study. The gender distribution was balanced in the Hortega population whereas in the Pizarra study there were more women than men.
Association analysis with BMI
Pizarra population: From 988 individuals with complete information, 119 subjects were excluded because of low genotyping rate. The genotyping call rate for the remaining individuals was 99.7 ± 0.9%. Except for the rs7561317, the rest of SNPs passed the thresholds for HWE, MAF or call rate. The SNP genotyping call rate for the remaining SNPs was 99.7 ± 0.45%. The results of the genetic association study in Pizarra are presented in Table 3 .
All SNPs of the FTO gene within a block of high LD in intron 1 (r2 > 0.8) were significantly associated with BMI (beta 0.87, p-value <0.001, for the most associated SNP, rs9939609). Their impact on BMI, based on the confident intervals for the beta parameter ranged from 0.31 to 1.34 (average 0.83) as the lowest and highest limits for the confident intervals (average 1.46). None of the other variants analysed were significantly associated with BMI after Bonferroni correction. The only SNPs, other than FTO which had a p-value lower than 0.05 for BMI, were the rs17782313 close to the MC4R gene and the rs10838738 within the MTCH2 gene. When DM2 was included as co-variable the results did not change. 
Hortega population
This study included 1502 subjects but 77 were excluded because of low genotyping rate (<95%). The average genotyping call rate after removing them was 99.7 ± 0.7%. As it was in Pizarra population only the rs7561317 polymorphism had to be excluded. The average SNP call rate was 99.7 ± 0.5%. In this population none of the SNPs or haplotypes reached the significance after Bonferroni correction ( Table 3 
Pooled analyses
The pooled sample size included 2490 individuals but 196 were excluded because of low genotyping call rate (<95%). All the SNPs in high LD within the FTO gene (Additional file 1: Figure S1 ) were nominally associated with BMI, Table 3 Although a formal test for interaction did not reveal significant interaction between the SNPs, rs6499640 and rs1421085 of FTO, however the double homozygotes for the minor allele had significantly higher BMI values than double homozygotes for the wild allele (Additional file 2: Figure S2) .
The information about the association of the non-Tag SNPs with BMI can be consulted in the Additional file 3: Table S1 . Information about the LD and haploblocks can be consulted in the Additional file 1: Figure S1 . The haplotype association analysis can be consulted in the Additional file 4: Table S2 .
Meta-analysis and statistical heterogeneity
For those SNPs in the FTO gene in high LD, the level of statistical heterogeneity based on the p-value for Cochrane's Q statistic and the I2 heterogeneity index, was very high.
For the rest of the SNPs in other loci, the level of heterogeneity was low or moderate.
None of the SNPs reached the statistical significance after Bonferroni correction. Only three SNPs were nominally associated with BMI in the meta-analysis, rs9939609 of FTO (in the fixed effect model), rs3101336 of the NEGR1 gene (both fixed and random effects models) and rs3813929 of the HTR2C gene (both fixed and random effects models).
The results for the meta-analysis and the statistical heterogeneity are shown in Table 4 .
Weighted genetic risk score
A genetic risk score was constructed with the risk alleles of the six tagSNPs with a positive Beta in Hortega, Pizarra and the Pooled analysis, that is: rs9939609 and rs6499640 of the FTO gene; rs17782313 of the MC4R gene; rs10838738 of the MTCH2 gene; rs7647305 of the ETV5 gene; and rs10501087 of the BDNF gene.
The score constructed with the sum of the weighed risk alleles was positively correlated with BMI in Pizarra and in the pooled sample (r = 0.15 in Pizarra, p-value < 0.001; r = 0.082 in the pooled sample, p-value < 0.001). From the first to the fifth quintile of the score, the BMI increases 2 Kg/m 2 in Pizarra, 0.45 Kg/m 2 in Hortega and 0.93 Kg/m 2 in the pooled analysis. The BMI values for each quintile of the score as well as the regression line between BMI and the risk score is shown in Figure 1 . However, the variance of BMI associated to individual SNPs or to the score was very low (less than 1%). The predictive value of the score for obesity was poor [area under the curve (AUC) 0.515 and 0.594 in Hortega and Pizarra respectively] (Additional file 5: Figure S3 ).
Discussion
The present study, carried out in two Spanish populations with different characteristics, confirms the association of BMI with some of the genes previously described and provides further evidence of the influence of the population characteristics on the association level. Variants in the FTO gene were significantly associated with BMI in one of the populations, Pizarra, whereas none of the selected variants were significantly associated in Hortega population or in the pooled analysis. A large battery of previously described genes associated with BMI and obesity were selected for the present study. They included not only the best characterized FTO gene but also others recently described for which the association was not as strong or was less consistently reproduced. Among them, FTO, MC4R, MTCH2 and HTR2C are the main associated loci with BMI and obesity. Among the new discovered loci, ATXN2L, NEGR1 and SH2B1 have also shown a relationship with obesity.
Virtually all the SNPs in LD in the intron 1 of FTO were associated with BMI in Pizarra population. Furthermore, another SNP of FTO, rs6499640, not in LD with the others was also associated with BMI when it was included in the haplotypes. The estimated effect of the minor allele of these SNPs was very low in concordance with published studies in which carriers of the minor allele of rs9939609 weighed about three kg more than carriers of the other allele [4] . In the Pizarra population, the strongest association was with rs9939609 although the majority of polymorphisms in high LD with it reached the significance even after adjusting by confounding factors and by multiple comparisons. In the meta-analysis performed by Willer et al [7] , the estimated effect for these variants ranged from 0.06 to 0.33 kg/m 2 , what means a change in weight between 173-954 g per allele for adults who are 1.60-1.80 m height [7] . The estimated maximum effect of FTO gene alleles was higher in Pizarra population as compare to the results of the meta-analysis although in the pooled analysis the overall effect was similar.
In contrast with the strong association of FTO in the Pizarra population, there was a weak association in Hortega population. This difference could be attributed to the characteristics of the two populations. The Pizarra population was younger and had significantly higher mean BMI and prevalence of obesity than Hortega population. In fact, it has been suggested that the contribution of FTO may be more evident in very obese and younger populations [19] . There is also a trend toward less association with increase in age in some studies [4, 20] .
As a consequence of the low estimated effect of the variants, none of the other loci out of FTO reached the statistical significance after multiple comparisons adjustments. However, some of them which were close to the nominal p-value merit some comments. After FTO, the most associated SNP with BMI in Pizarra population was the rs17782313 of MC4R which it is in agreement with previous meta-analysis [7, 21] . Located 188 kb downstream of the MC4R, it was first identified using GWAS in 16876 individuals of European descent and replicated in 60352 adults. MC4R is a strong candidate gene for obesity because functional mutations of this gene are associated with monogenic forms of obesity [22] . The reported effect associated with this variant was lower than the effect reported for the FTO variants. The power to detect a true association decreases when the associated effect of that variant decrease.
The integration of the information of relevant SNPs into a genetic risk score might be a way to select those subjects at high risk to develop obesity in the future. By using the information provided in the present study, a weighted genetic risk score (wGRS) was constructed by using those Tag-SNPs with a positive Beta in Hortega, Pizarra and the pooled analysis. This wGRS include the following SNPs: rs9939609 and rs6499640 of the FTO gene; rs17782313 of the MC4R gene; rs10838738 of the MTCH2 gene; rs7647305 of the ETV5 gene; and rs10501087 of the BDNF gene.
From the first to the fifth quintile of the score, the BMI increased 0.45 kg/m 2 in Hortega, 2.00 kg/m 2 in Pizarra and 0.94 kg/m 2 in the pooled analysis. These data are in agreement to those obtained by the Genetic Investigation of Anthropometric Traits (GIANT) project in which subjects with the highest score weighed on average 1.46 kg/m 2 more than those with the lowest score [7] .
Despite the significant differences observed in BMI and in the prevalence of obesity according to the score categories, the explained variance for BMI was less than 1%, similar to the one predicted in a previous study for Willer and colleagues [7] . Several potential explanations can be offered for the low predictive value of the wGRS but are mainly related with the marginal effect sizes of the tested variants and the skewed distribution of the effect sizes [23] . Other potential explanations for the low predictive value of the wGRS could be related with the gene-gene or especially with the gene-environment interactions which were not considered in the present study [23] . Because the majority of these genes are expressed in the central nervous system, acting in appetite regulation, behaviour and basal energy expenditure [7, [24] [25] [26] , the importance of environmental factors, mainly high energy intake and low physical activity, should be considered. Estimation of energy intake and physical activity, however, are unreliable because of under-or over-reported [27] . Since the effect of these genetic variants might be due to an increase of energy intake [28] , inclusion of energy intake could lead to a marked improvement in prediction. This could have clinical impact if we are able to identify those individuals in which energy restriction below some threshold should be strongly recommended.
The main limitation of the present study is that our sample size was too small to detect association for the majority of the tested variants with low estimated effect, although we pooled two different populations to overcome this problem. This may have influenced the strength of the association but not the size of the effect, which was similar to that reported in one meta-analysis [7] . The appropriateness of combining these two populations in one is somehow controversial and merits some comments. Both samples share similar genetic backgrounds due to the low immigration rate and are supposed to be homogeneous ethnic populations. Because of this, we did not expect population stratification in our samples what can favour the pooled strategy. However, they belong to different geographical regions of Spain and they have completely different clinical characteristics. This clinical heterogeneity probably has had a great influence in the pooled analysis results. For this reason we also decided to perform a meta-analysis to assess the statistical heterogeneity. For some of the SNPs such as those of the FTO gene, the level of statistical heterogeneity based on the p-value for Cochrane's Q statistic and the I2 heterogeneity index, was very high. For other SNPs, such as the rs12654778 at ADRB2 with a priori adequate statistical power to detect significant association, we did not find any. The clinical heterogeneity and the level of statistical heterogeneity, at least moderate, can justify the lack of association. Besides we cannot be sure for certain that the prior statistical power for that SNP is that high due to the previously commented considerations.
The different lipid and carbohydrate metabolic profiles observed between populations may be related with the different characteristics of the target populations with markedly different lifestyles. Several studies have shown that the effects of FTO alleles are attenuated by exercise [29, 30] . Individuals from Pizarra population belonged to a rural area and were significantly younger than those from the Hortega study. The individuals from the latter study were recruited in the area covered by a tertiary hospital and the majority of them lived in urban areas. This population was also even regarding to gender distribution as compare with Pizarra population, which included mostly females. Because of the potential influence of the population to which each individual belongs, we also adjusted the analysis by this factor, and the results remained unchanged.
Conclusions
In conclusion, baseline characteristics of the populations, mainly age and grade of obesity, have a strong influence in the genetic association results. FTO was the only locus that was clearly associated with BMI in this study. None of the other loci including the MC4R, MTCH2 or the newly discovered ones, such as ATXN2L, NEGR1 and SH2B1 were associated with BMI in this study. The risk associated with these polymorphisms is low and the overall effect in BMI is minimal. Considering the high heritability of obesity, new variants remain to be discovered. As commented previously, the majority of the analysed loci are related to central nervous system mechanisms of obesity but many other mechanisms can influence body weight and their contribution have not been elucidated yet. New strategies, like the study of lean individuals [31] [32] [33] [34] , translational information from animal models [35] [36] [37] [38] , nutrigenomics [39, 40] , as well as the interaction with energy intake and physical activity may lead to a better understanding of the genetic component in the physiopathology of obesity.
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